Lectins are ' n a t u r a l l y occuring' antibody-like substances which m a y react w i t h various simple sugars in a n i m m unologically specific w a y ]By use of w h e a t germ agglutinin,
a r c h i t e c t u r e b e t w e e n n o r m a l a n d m a l i g n a n t cells could be d e m o n s t r a t e d in a g g l u t i n a t i o n e x p e r i m e n t s (for review see 1). C o n c a n a v a l i n A h a s been repeatedly utilized in electron microscopic studies for t h e visualization of cell coat c o m p o n e n t s ~ a n d of differences of these in n o r m a l a n d m a l i g n a n t cells as well 3-5. Recently, w h e a t germ agglutinin has been used for electron microscopic demons t r a t i o n of N-acetyl-D-glucosamine like sites at t h e cell surface 6.
T h e lectin from the Lens culinaris (LcH) reacts immunologically specifically w i t h D-mannose a n d Dglucose like sites 7,s. W e i n t r o d u c e d this lectin for light a n d electron microscopic cytochemical studies on E h r l i c h ascites carcinoma ceils, r a b b i t e r y t h r o c y t e s a n d various tissues. I n this p a p e r we shall r e p o r t our o b s e r v a t i o n s on E h r l i c h ascites c a r c i n o m a cells (EAC).
The purification of L c H was performed b y c o m b i n a t i o n of t h e m e t h o d s of HOWARD a n d SAGX 7 a n d t h a t of TOYOSHIMA et al. 9. T h e lyophilized L c H shows a strong a g g l u t i n a t i o n of r a b b i t e r y t h r o c y t e s up to c o n c e n t r a t i o n of 5 ~g/ml. Coupling of Lct-I w i t h fluoresceine isothioc y a n a t e (FITC) w a s performed b y use of 2% F I T C following s e p a r a t i o n of t h e dye excess b y S e p h a d e x G-25.
Living E A C ceils were i n c u b a t e d a t room t e m p e r a t u r e or a t 4~ for 30 rain. After rinsing t h e y were placed on glass slides. The electron microscopic
e two step t e c h n i q u e of AVRAMEAS a n d T~RNYNCK 10 was used. I n b o t h e x p e r i m e n t s t h e peroxidase a c t i v i t y was d e m o n s t r a t e d b y t h e diaminobenzidine reaction. L i v i n g E A C cells, as well as glutarald e h y d e prefixed ones, were i n c u b a t e d a t room t e m p e r a t u r e or at 4 ~ for 15 rain. B y use of L c H -F I T C (concentrations b e t w e e n 1 m g / m l a n d 5 ag/ml) a ring fluorescence w i t h small gaps could be observed at t h e cell surface (Figure 1 ). The surface fluorescence could be decreased or suppressed b y addition of t h e h a p t e n s (0.01-0.2 M D-mannose or c~-methyl-D-glucopyranoside). Following t h e L c H -P o reaction (100 ~g LcH/ml), an electron dense p r e c i p i t a t e v a r y i n g in thickness was seen at t h e cell surface (Figure 2 ). There is no positive reaction in t h e i n t r a c e l h l a r structures. Similar results were o b t a i n e d b y use of peroxidase labelled L c H (Figure 3 ). T h e precipitate layer was likewise v a r y i n g in thickness; however, in general, it was t h i n n e r t h a n in t h e L c H -P o reaction. In t h e control experiments, t h e reactlon was negative. The results will soon be p u b l i s h e d in detail. 
